INTRODUCTION
pupae were surface sterilized as follows: they were immersed successively in 70% ethyl alcohol for 2 min, 5.25% sodium hypochlorite (Clorox R ) for 5 min, 70% ethyl alcohol for 2 min and finally rinsed in sterile distilled water for 4 min. Pupae were placed in a sterile petri dish and allowed to air dry in a laminar flow hood (Nuare, Plymouth, MN). Each pupa was then placed in a Petri dish containing a small amount of growth media and dissected, and the internal tissue from each pupae were removed and placed in 3 ml of EX-Cell 401 TM supplemented with FBS and antibiotics as described. The tissue from each pupa was gently macerated with a sterile glass rod and aspirated back and forth in EX-Cell 401 TM , then seeded into three T-12.5 cm 2 flasks containing 3 ml of growth medium and incubated at 28°C. A total of nine primary cultures was thus initiated from three pupae.
Cell growth studies. Growth studies were performed on stationary cultures at passages 56 (P56) and 111 (P111) in 5 ml of growth medium in T-25 cm 2 flasks as previously described (McIntosh et al., 2001) , and cell population doubling times were calculated (McIntosh and Ignoffo, 1989) .
Susceptibility to virus challenge. Two recombinants of Autographa californica multiple nucleopolyhedrovirus (AcMNPV), carrying the genes for the green fluorescent protein (GFP) and the enhanced blue fluorescent protein (EBFP), designated as AcMNPV-GFP (Grasela et al., 2000) and AcM-NPV-EBFP (McIntosh and Grasela, unpublished data), were employed in assessing the susceptibility of CPB to these viruses. The genes were under the control of the polyhedrin (polyh) promoter. In addition, two other cell lines from Trichoplusia ni (TN-CL1) and Anticarsia gemmatalis (BCIRL-AG-AM1), known to be susceptible to AcMNPV (McIntosh and Ignoffo, 1989) , and a cell line, BCIRL-HZ-AM1 from Helicoverpa zea (McIntosh et al., 1985) that is resistant to AcMNPV, were employed in this study. Each cell line was seeded at 2ϫ10 5 cells/ml in 24 well plates (Linbro Division, Hamden, CT) and cells in duplicate wells were challenged at a multiplicity of infection (MOI) of 0.5. Uninoculated cells served as controls. Cultures were incubated at 28°C for 5 d, at which time they were examined under ultraviolet light with the appropriate fluorescent filters using an inverted Olympus CK2 (Melville, NY) microscope.
Cell line morphology and identification. The CPB cell line was identified as having originated from the Colorado potato beetle by comparing the gel profiles of the cell line and its host with a DNA fingerprinting-PCR (DAF-PCR) technique employing aldolase as a primer (McIntosh et al., 1996) . Morphological cell types were observed under phase contrast microscopy.
RESULTS AND DISCUSSION
Out of a total of nine primary cultures, one CPB cell line was successfully initiated from the tissues of a female pupa in the growth medium EX-Cell 401 TM that is commonly employed for lepidopteran cell lines. Investigators have employed other lepidopteran media such as modified Grace's medium and EX-Cell 400 TM as well as Shields and Sang Drosophila medium for the successful establishment of CPB cell lines (Dübendorfer and Liebig, 1992; Lynn, 1995; Charpentier et al., 2002) .
After initiation of the primary culture, half of the medium was replaced with an equal amount of fresh medium every one to two weeks. The primary culture was first split at a 1 : 2 ratio into a T-25 cm 2 flask after four months, thereafter at biweekly intervals for several passages, and subsequently at a 1 : 10 ratio when it was determined that the cell line was growing vigorously. The CPB cell line in this study has been designated BCIRL-Lepd-SL1. Cell population growth curves of CPB at P 56 and at P 111 are depicted in Fig. 1 . The doubling times were calculated (McIntosh and Ignoffo, 1989) to be 3.4 d and 2.3 d for P56 and P111, respectively, as compared with 5 d for a CPB embryonic cell line (Dübendorfer and Liebig, 1992) .
The cell line population is heterogenous in nature and is comprised of several morpho-types including spherical cells, elongated cells with protrusions, and trapezoid-like cells as depicted in Fig. 2 .
The BCIRL-Lepd-SL1 cell line at P 100 was tested for its susceptibility to two AcMNPV recombinants, AcMNPV-GFP and AcMNPV-EBFP. These recombinants were employed in the present study instead of the wild-type virus because even low levels of gene expression of the fluorescent proteins could be more easily detected than by trying to evaluate cells for the presence of occlusion bodies (OB) or assaying for production of extracellular virus (ECV). Analyses of the data presented in Table 1 reveals that there was no expression of the recombinant genes in the BCIRL-Lepd-SL1 cell line, but that the other two cell lines, TN-CL1 and AG-AM1, were positive for fluorescence, indicating expression of the recombinant genes. We reported earlier (McIntosh et al., 1992 ) the ability of a coleopteran cell line from the cotton boll weevil to support replication of AcMNPV, but this was probably due to misidentification or mislabeling of the cell line used in that study. The BCIRL-Lepd-SL1 cell line was confirmed as having originated from the CPB by DAF-PCR analysis as shown in Fig. 3 . Major bands of identity are shared between the cell line and its host while the TN-CL1 cell line shows a different profile. Because the BCIRL-Lepd-SL1 cell line is comprised of several morpho-types it should be possible to clone these various types and evaluate their properties in biological and physiological studies. In addition, the method of obtaining tissue from pupae in this report may prove useful in initiating cell lines from other Coleoptera. 
